Preparation of bacterial cell-free extracts. All the enzyme activity determinations were carried out in cell-free extracts obtained from bacterial cells harvested during the mid-exponential phase of growth [i.e., corresponding to an optical density measured at 600 nm (OD600) of ca. 0.5] or, in some cases, after 24 h of culture. Cell-free extracts were prepared starting from 50 ml of culture broth and centrifuging it at 4,000 r.p.m. for 15 min at 4ºC. Cell were washed twice with 25 ml of pre-cooled 67 mM potassium phosphate buffer (pH = 7.1) at 4ºC. The washed pellets were suspended in 1 ml of the same buffer and centrifuging in 2-ml Eppendorf tubes at 8,000 r.p.m. for 10 min at 4ºC. After carefully removing the supernatant, the cell wet weight was obtained for each pellet in order to calculate the volume of reagents needed for protein extraction using the Novagen BugBuster TM protocol (EMD Millipore Corp., Billerica, MA, USA). Pellets and cell-free extracts were kept on ice throughout the whole procedure. Bacterial lysis was achieved by using 5 ml of BugBuster TM Protein Extraction Reagent per gram of cell paste. Afterwards, 1 µl of Lysonase™ Bioprocessing Reagent was added per 1 ml of BugBuster TM Protein Extraction Reagent used for re-suspension of the cells. Bacteria were lysed by shaking for 20 min at room temperature in a Rotamax 120 orbital shaker (Heidolph Instruments GmbH & Co. KG, Schwabach, Germany) at 150 r.p.m. The insoluble cell debris was removed by centrifugation at 13,000 r.p.m. for 20 min at 4ºC and the supernatants (i.e., cell-free extracts) were stored at -20ºC until use.
In vitro enzymatic assays. The activity of three key glycolytic enzymes (Glk, Pfk, and GA3P dehydrogenase) was assessed in vitro at 30ºC when using cell-free extracts from P. putida or at 37ºC when using cell-free extracts from P. aeruginosa and Escherichia coli, the remaining activities were measured at 25ºC as indicated by Sigma-Aldrich Co. (St. Louis, MO, USA) in the corresponding enzymatic assay protocols. All the enzymes were assessed under the optimal reported conditions for pH, substrate, and cofactor concentration [5] [6] [7] [8] .
In vitro assays were conducted in Nunc™ MicroWell™ 96-well microplates (Thermo Fisher Scientific Inc., Waltham, MA, USA) in a SpectraMax TM M2e multi-mode microplate reader (Molecular Devices LLC, Sunnyvale, CA, USA). All the specific enzyme activities are reported as nmol substrate converted min -1 mg of protein -1 .
The protein concentration in cell-free extracts was obtained using the Bradford 9 Protein Assay (Bio-Rad Laboratories Inc., Hercules, CA, USA). All the accessory enzymes (with the exceptions indicated below) were from Saccharomyces cerevisiae and they were purchased from Sigma-Aldrich Co. An extinction coefficient (εNADP/H) of 6.22 mM -1 cm -1 , representing the difference between the extinction coefficients of NAD(P)H and NAD(P) + , was used throughout. The specific protocols used for the determinations are detailed below.
Glk. ATP-D-Hexose 6-phosphotransferase or hexokinase (EC 2.7.1.1). The reaction mixture contained 67 µl of 120 mM Tris·HCl buffer (pH = 8.2), 26 µl of 500 mM glucose, 8 µl of 250 mM MgCl2, 53 µl of 36 mM ATP, 10 µl of 20 mM NADP + , 13 µl of glucose-6-P dehydrogenase (15 units ml -1 ), 18 µl of water, and 5 µl of cell-free extract (or an appropriate dilution in 67 mM potassium phosphate buffer, pH = 7.1). The increase in the absorbance at 340 nm (A340) was measured during the assay.
Pgi. Phosphoglucose isomerase (EC 5.3.1.9). The reaction mixture contained 33.3 µl of 240 mM glycylglycine Buffer (pH = 7.1), 6.7 µl of 100 mM D-fructose-6-P, 6.7 µl of 20 mM NADP + , 6.7 µl of 100 mM MgCl2, 6.7 µl of glucose-6-P dehydrogenase (50 units ml -1 ), 133.2 µl of water, and 6.7 µl of cell-free extract (or an appropriate dilution in 67 mM potassium phosphate buffer, pH = 7.1). The increase in A340 was measured during the assay.
Pfk. 6-Phosphofructokinase (EC 2.7.1.11). The reaction mixture contained 20 µl of 1 M Tris·HCl buffer (pH = 7.5), 2 µl of 100 mM fructose-6-P, 8 µl of 250 mM MgCl2, 4 µl of 100 mM NH4Cl, 4 µl of 10 mM NADH, 6 µl of 36 mM ATP, 4 µl of fructose-1,6-P2 aldolase (50 units ml -1 ), 1.5 µl of triosephosphate isomerase (500 units ml -1 ), 1.5 µl of glycerol-3-P dehydrogenase from rabbit muscle (170 units ml -1 ), 144 µl of water, and 5 µl of cell-free extract (or an appropriate dilution in 67 mM potassium phosphate buffer, pH = 7.1). The decrease in A340 was measured during the assay.
Aldolase. Aldolase (EC 4.1.2.13). The reaction mixture contained 17.3 µl of 1 M Tris·HCl buffer (pH = 7.4), 6.7 µl of 58 mM fructose-1,6-P2, 1.9 µl of 14 mM NADH, 6.7 µl of α-glycerophosphate dehydrogenase/triosephosphate isomerase from rabbit muscle (50 units ml -1 each), 165.4 µl of water, and 2 µl of cell-free extract (or an appropriate dilution in 67 mM potassium phosphate buffer, pH = 7.1). The decrease in A340 was measured during the assay.
Tpi. Triose phosphate isomerase (EC 5.3.1.1). The reaction mixture contained 20 µl of 1 M triethanolamine buffer (pH = 7.9), 2 µl of 0.5 M EDTA, 4 µl of glycerol-3-P dehydrogenase from rabbit muscle (17 units ml -1 ), 2 µl of 40 mM D,L-glyceraldehyde-3-P, 2 µl of 14 mM NADH, 168 µl of water, and 2 µl of cell-free extract (or an appropriate dilution in 67 mM potassium phosphate buffer, pH = 7.1). The decrease in A340 was measured during the assay. 
GA3P dehydrogenase.
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Thomson et al. 17 Supporting Information -S5 22 , renamed here as pSW-I for simplicity. a Bold letters indicate recognition site for the restriction enzymes and the complementary sequences used in splicing-by-overlap extension (SOEing 2,3 ) PCR amplifications are shown in italics. b A PCR amplification using these oligonucleotides yields a 1,015-bp amplicon in the junction of the pfkA and fbaA genes. c A PCR amplification using these oligonucleotides yields a 938-bp amplicon in the junction of the gpmA and eno genes. d A PCR amplification using these oligonucleotides yields a 1,017-bp amplicon in the junction of the phaC1 and phaA genes.
